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Materials and Methods
MRM optimization settings
For purchased standard substances the fragmentor voltage and collision potential for the multiple reaction monitoring (MRM) was determined using the Mass Hunter Optimizer Software (Agilent, Waldbronn, Germany). Thereby the standard substances with a concentration of 0.1 mg/ml were directly injected into the Agilent 6460 triple quadrupol mass spectrometer for 1 minute with a flow rate of 0.5 ml/min using the following solvent composition: 98 % A (water + 0.5 % formic acid) and 2 % B (methanol + 0.5 % formic acid). The injection volume was set to 10 µl, the fragmentor course range was set to 50 -200 V and the collision energy range was set to 5 -60 V. The low mass cut-off was set to 50 m/z and the optimization dwell time was 20 ms. Compounds, that were not available as standard substance, were detected in fullscan, neutral loss scan and product ion scan.
Fullscan parameters
For the fullscan the fragmentor voltage was set to 100 V. The mass range was m/z 80-650 with a scan time of 500 ms.
Neutral loss scan parameters
The neutral loss scans were performed at a fragmentor voltage of 100 V and a collision potential of 10 V. The scan time was set to 400 ms. The following masses were used for neutral loss scans: Constant neutral loss (CNL) of 132 amu for unmodified ribose moiety, 162 amu, 178 amu, 249 amu and 263 amu for modified ribose moieties.
Product ion scan parameters
Product ion scans were executed at a fragmentor voltage of 100 V and different collision potentials (5, 10, 20, 30, 40, 50, 60 V) . The scan time was set to 300 ms. The mass range was set according to the m/z value of the molecular ion and the m/z values of the expected fragment ions.
